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DECLARATION OF PRIOR INVENTION IN THE UNITED STATES OR IN A NAFTA 
OR WTO MEMBER COUNTRY TO OVERCOME CITED PATENT OR PUBLICATION 

(37 C.F.R. §1.131) 

I, Brian W. Ward declare as follows: 

1 . I am an inventor of the subject matter claimed in the above-entitled United 
States patent application. 

2. I am submitting this Declaration to establish completion of our invention in 
the U.S. before December 7, 1998, the filing date of U.S. Patent No. 6,153, 412. 

3. The invention claimed in this application was reduced to practice in the 
United States before December 7, 1998. 

4. Facts in support of this Declaration are attached hereto as Exhibit A. 
Exhibit A is a true and correct copy of experimental note book pages, data sheets, and 
graphs, each Bates-stamped as exhibit pages 00001-00038. Dates have been 
redacted from these pages but all such dates are before December 7, 1998. 

5. The matter contained in Exhibit A is that upon which Figures 11, 12A, 12B, 
13, 15, 16, and Example 1 of this application are based. Specifically, page 00003 
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corresponds to Figure 11; page 00008 corresponds to Figure 12A; page 0001 1 
corresponds to Figure 12B; page 00012 corresponds to Figure 16; page 00029 
corresponds to Figure 13; and page 00035 corresponds to Figure 15 of this application. 

6. The matter contained in Exhibit A reflects embodiments of the claims of 
the present application. An aqueous reagent containing Taq DNA polymerase, anionic 
tracer dye, and a solute to increase the physical density, but not containing primer or 
nucleic acid polymer template, is referenced on page 0021 and 0038. Preparation of 
such reagent with acid red 1 (AR1) and acid violet 5 (AV5) anionic tracer dye is 
referenced throughout the provided pages. An 85/15 proportion of AV1/AV5 is 
referenced on pages 00014, 00016, 00017, 00020, 00021, A solute (specifically, 
glycerol) that increases the physical density of the reagent is referenced on pages 
00001, 00012, 00013, and 00038. A reagent with Taq DNA polymerase, anionic tracer 
dye, solute, no primer or template, and a density of at least 1 .01 g/cm 3 (and specifically, 
1.14 g/cm 3 ) is referenced on page 0038. Optical densities between 5 and 500 in the 
reagent are referenced on pages 00016, 00021, and 00038. Taq DNA polymerase 
concentrations between 0.033 and 10 units/pl of reagent are referenced on pages 
00015, 00021, 00026, 00034, and 00038. As such, Exhibit A evidences our reduction to 
practice of the invention claimed in the application prior to December 7, 1998. 

7. I further declare that all statements made herein of my own knowledge are 
true and that all statements made on information and belief are believed to be true; and 
further that these statements were made with the knowledge that willful false statements 
and the like so made are punishable by fine or imprisonment, or both, under 18 U.S.C. § 
1001 , and that such willful false statements may jeopardize the validity of the application 
or any patent issuing thereon. 
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Apparent [Mg2+] of red taq. 
[Mg +2 ] aD D= 0.37+/-0.04 mM 
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Apparent [Mg2+] of red taq. 
Red curve is white curve dispaced by 0.4 mM 
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PCR product yields using red 
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Red Taq preparation. 

1 Prepare Mg Acid Red 1 and Mg Acid Violet solutions. Dissolve dyes in Taq 
dilution buffer at approximately 10 mg/ml, 0.2 urn filter. Note: dissolution of Acid 
Red 1 generally requires heating in a hot (90°C or above) water bath 

2. Measure solution absorbances. To a tared 15 ml conical tube add approximately 10 
ml of water, record weight of water Add approximately 10 ul of dye solution 
and record weight (d). Cap and mix. Calculate dilution factors (/). f=] W>3xd/(d-w) 
1.1 423 IS Taq dillution buffer density. Measure absorbancc spectrum for each diluted 
dye solution. Record absorbancc (A AR1 and A AV2 for acid red 1 and acid violet 5 
respectively) of each solution at their respective X max . Acid Red 1 * 532 nm Acid 
Violet 5 * 527 nm. 

3. Calculate absorbance of dye concentrates. A c =A,xf, A c is concentrate absorbance 
in absorbance units per ml. 

4. Calculate Red Taq dilution volumes. The final solution will have Tag at I u'ul 
Acid Red 1 at 240 abs. units per mi and Acid Violet 5 at 60 abs. units per ml. For'v ml 
ot solution the final weight (wj) will be 1.1423xv. The solution will contain- 
(240/A ARI )x W /of Acid Red I, (60/ A AV2 )x W /of Acid Violet 5, 0.8xn,/-( (240/ 
A AR |)x>v/+ (60/ A AV2 )xwf) of Taq dilution buffer and 0.2xw/ o f Taq 

5. Prepare solution. The solution is prepared in a sterile environment (i.e. hood) by 
weighing the components into a tared sterile container. The container will depend on 
the size of the lot being produced. If possible, solutions should be added to a capable 
bottle, i.e. corneal tubes, Nalgene bottles etc. Thus, on a balance in a laminar flow 
hood, carefully weigh each component into the tared container. Record the weight of 
each addition. Retare after each addition. Solution additions can generally be within 
± 1 /o. Thoroughly rmx after the last component is added 

6. Perform Suitability assay. PCR products (lambda and 500mer primers OC SOP ) 

,m n ££ f?n v d 1 ° X Taq buffCr Sh0uld be distinguishable from Taq 
(D 1 806) and 1 OX PCR buffer. H 
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